Evaluation
of sequential paired staining with the unlabeled antibody peroxidase-antiperoxidase (PAP) method showed that the brown reaction product of diaminobenzidine (DAB) concealed both enzyme and antigen-antibody sites in the reagent sequence.
The blue reaction product of the alternative substrate, 4-chloro-1-naphthol (C N), exerted no such blocking effect. Hence, to avoid interactions between the two PAP sequences, DAB had to be used for the first and C N for the second antigen. (5, 15, 18, 19, 24 
